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Figure S1.  Representative raw data binding kinetics of test sera containing H-2Kd 

alloantibody.  

Streptavidin-coated sensors were moved between wells and binding kinetics were plotted in 

real time after baseline establishment and sensor pre-equilibration in the following order: 1) 

loading with biotinylated H-2Kd protein, 2) 2nd baseline establishment and blocking with 

naïve BL/6 Tcrbd−/− serum (diluted at 1:20 or 1:40), 3) association with test serum diluted at 

1:20 or 1:40 (shown here from day 50 wild-type help-limited Tcrbd−/− recipients [top two 

curves] or from BL/6 SWHEL recipients challenged with hearts from BL/6.mHEL mice 

[bottom two curves]), and 4) dissociation in naïve serum at a dilution equivalent to test 

serum. Sonograms were corrected for inter-step alignment on Y-axis, and baseline drift was 

corrected by subtracting the average value obtained from reference sample (H-2Kd loaded 

sensor exposed to naïve B6 Tcrbd−/− serum) and reference sensor (unloaded sensor [no H-

2Kd protein] exposed to naïve B6 Tcrbd−/− serum).  

 


